Lysis by KOH and hydrolysis of L-alanine-4-nitroanilide were compared with the Gram reaction of aerobic, microaerophilic, and anaerobic bacteria. Both tests correlated well with the Gram reaction with nonfermentative bacilli and Bacillus species, whereas they did not correlate with nonsporulating anaerobes. Only campylobacteria were KOH positive and L-alanine-4-nitroanilide and gram negative.
tive.
Members of the genera Bacillus, Erysipelothrix, Lactobacillus, and Listeria, among others, are classified in part on the basis of their positive reaction in Gram stain. Occasionally, however, isolates are encountered in the clinical laboratory that appear to be gram variable or gram negative (3, 5) . Some of these are later shown, by obtaining gram-positive stains with young cultures or by demonstrating the presence of spores, to be compatible with Bacillus species. With others, an aberrant staining reaction may lead to misidentification or inability to generate a compatible biochemical profile. Indeed, errors in determining the Gram reaction are among the most frequent causes of mistaken identification (3). Furthermore, recognition of a clinical isolate as a Bacillus species rather than an "unidentified gram-negative rod" is important since the former are now known to be opportunistic pathogens (4, 9, 10) .
Particularly because of problems in recognizing Bacillus species, tests have been sought which will correlate with the Gram reaction. The data of Gregersen (6) b Number within parentheses is the number of negative strains.
We found that phosphate buffer was unaccept-results in the tube tests comparable to those with able for the LANA reagent; its shelf life was less the 4% reagent used by Cerny. With concentrathan 1 week at 4°C, in contrast to LANA in Tris-tions below 0.5%, the positive (yellow) tests maleate, which remained nearly colorless after were less intense. We conclude that both the KOH and LANA tests may be useful adjuncts for characterizing clinical isolates and therefore merit further evaluation.
